Cell experiment
To verify the beneficial effect of salviaolate against I/R injuryin an in vivo model, an additional set of experiments were performed in a nerve cell model of H/R injury in vitro. NG108-15 cells were randomly divided into five groups (six individual experiments per group): the control group, without any treatment; the H/R group, cells were subjected to 5 h of hypoxia followed by 20 h of reoxygenation; and the salviaolate (low dose, medium dose, or high dose) plus H/R groups, salviaolate (3, 10, or 30 mg/L) was added to the culture medium before the cells were subjected to H/R.
At the end of the experiments, the culture mediums or cells were collected for analysis of cellular apoptosis as well as LDH release.
Rat model of cerebral ischemia/reperfusion injury
The rats were anesthetized with sodium pentobarbital (60 mg/kg, i.p.). The left common carotid artery was exposed and clipped with an artery clamp. The external carotid artery was isolated and ligatured. A nylon suture with a blunted tip (0.40 mm diameter) was introduced through a small incision in the external carotid artery and then into the internal carotid artery. The middle cerebral artery was occluded by a nylon suture in the position 18-20 mm distal from a carotid bifurcation. The nylon suture was left in place for 2 h and then withdrawn for reperfusion for 24 h. The rats were returned to their cage with free access to water and food after the incision was closed. Animals from the sham group underwent the same procedure except that the occluding filament was inserted only 7 mm above the carotid bifurcation.
Measurement of infarct volume
The infarct volume was evaluated by 2,3,5-triphenyltetrazolium chloride (TTC) staining. After a neurological function evaluation, the rats were sacrificed under the condition of anesthesia. Brains were rapidly removed and were sliced into 2-mm thick coronal sections with the aid of a brain matrix. Sections were stained with 2% TTC for 10 min at 37°C, followed by overnight immersion in 4% paraformaldehyde, then 
Measurement of activities of SOD and catalase
Total SOD activities were measured following the manufacturer's instructions.
Briefly, 20 μl of cell lysates were incubated with 18 μl of WST-1 and 20 μl of enzyme 6 working solution at 37°C for 20 min. The change of absorbance at 450 nm was monitored by a spectrophotometer. One unit of SOD is defined as the amount of the enzyme in 20 μl of sample solution that inhibits the reduction reaction of WST-1 with superoxide anion by 50%.
For the measurement of catalase activity, the reaction mixture was incubated for 2 min at 37°C and the absorbance was monitored at 240 nm. The change in absorbance with time was proportional to the breakdown of H 2 O 2 . The catalase activity was expressed as U/g of protein, and 1 U of enzyme activity was defined as the amount of enzyme required to degrade 1 µmol of H 2 O 2 in a second per g of protein.
Determination of the anti-superoxide formation activity in brain tissue
The superoxide 
